Supplemental Methods

Confocal Microscopy
L6 myoblasts were transiently transfected with pCMV-PIMT-Flag, pcDNA3.1-PIMT S298A and pcDNA3.1-PIMT S298D for 24 h, fixed with 3% paraformaldehyde, permeabilized with 0.02% Triton X-100
and blocked with 5% BSA, followed by treatment with primary rabbit polyclonal GLUT4 antibody (1:50)
for 2 h at room temperature and Cy3-conjugated goat anti-rabbit antibody (1:500; Chemicon
International, CA, USA) for 1 h. 100nM DAPI was used to stain the nuclei. Coverslips were mounted with antifade (Vector Laboratories, CA, USA) on glass slides and cellular images were acquired using a Leica SP2 AOBS Laser Confocal Microscope (Leica, IL, USA). Unstained cells served as negative control. pSer307-IRS1
